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Biochemical analysis of the stress protein response
in human oesophageal epithelium
DHopwood, S Moitra, B Vojtesek, D A Johnston, J F Dillon, T R Hupp
Abstract
Background—The oesophageal epithe-
lium is exposed routinely to noxious
agents in the environment, including gas-
tric acid, thermal stress, and chemical
toxins. These epithelial cells have presum-
ably evolved eVective protective mecha-
nisms to withstand tissue damage and
repair injured cells. Heat shock protein or
stress protein responses play a central role
in protecting distinct cell types from
diVerent types of injury.
Aim—To determine (i) whether biochemi-
cal analysis of stress protein responses in
pinch biopsy specimens from human
oesophageal epithelium is feasible; (ii)
whether undue stresses are imposed on
cells by the act of sample collection, thus
precluding analysis of stress responses;
and (iii) if amenable to experimentation,
the type of heat shock protein (Hsp)
response that operates in the human
oesophageal epithelium.
Methods—Tissue from the human
oesophagus comprised predominantly of
squamous epithelium was acquired within
two hours of biopsy and subjected to an in
vitro heat shock. Soluble tissue cell lysates
derived from untreated or heat shocked
samples were examined using denaturing
polyacrylamide gel electrophoresis for
changes in: (i) the pattern of general pro-
tein synthesis by labelling epithelial cells
with 35S-methionine and (ii) the levels of
soluble Hsp70 protein and related iso-
forms using immunochemical protein
blots.
Results—A single pinch biopsy specimen
is suYcient to extract and analyse specific
sets of polypeptides in the oesophageal
epithelium. After ex vivo heat shock, a
classic inhibition of general protein syn-
thesis is observed and correlates with the
increased synthesis of two major proteins
of molecular weight of 60 and 70 kDa.
Notably, cells from unheated controls
exhibit a “stressed” biochemical state 22
hours after incubation at 37°C, as shown
by inhibition of general protein synthesis
and increased synthesis of the 70 kDa pro-
tein. These data indicate that only freshly
acquired specimens are suitable for study-
ing stress responses ex vivo. No evidence
was found that the two heat induced
polypeptides are previously identified
Hsp70 isoforms. In fact, heat shock results
in a reduction in the steady state concen-
trations of Hsp70 protein in the oesopha-
geal epithelium.
Conclusion—Systematic and highly con-
trolled studies on protein biochemistry
are possible on epithelial biopsy speci-
mens from the human oesophagus. These
technical innovations have permitted the
discovery of a novel heat shock response
operating in the oesophageal epithelium.
Notably, two polypeptides were synthe-
sised after heat shock that seem to diVer
fromHsp70 protein. In addition, the strik-
ing reduction in steady state concentra-
tions of Hsp70 protein after heat shock
suggests that oesophageal epithelium has
evolved an atypical biochemical response
to thermal stress.
(Gut 1997; 41: 156–163)
Keywords: oesophagus; heat shock; Hsp70; hyperther-
mia; stress responses; cancer
The human oesophageal epithelium can be
exposed daily to gastric contents, temperature
fluctuations, mechanical injury, toxins, and
environmental chemicals. Although the eVects
of most stressful agents on epithelial cell integ-
rity have not been clarified, the damaging
eVects of refluxed gastric contents are well
documented.1–3 Damage induced by reflux of
gastric contents seems to be an initiation event
in the development of ulceration, Barrett’s
oesophagus and dysplasia.4 Persistent exposure
of the oesophagus to a low pH environment in
animal models correlates with the conversion
of squamous epithelium to columnar
epithelium,5 but the biochemical mechanisms
whereby cell proliferation rates of normal
epithelium increase are not known. An impor-
tant sequence preceding malignancy may be
perturbation of the cell cycle regulatory
machinery, as one genetic defect frequently
observed in Barrett’s oesophagus is mutation in
the cell cycle checkpoint regulator, p53.6
Mutations in the p53 gene often correlate with
tetraploidy and increased G2 populations in
cells derived from biopsy specimens of Bar-
rett’s oesophagus, suggesting that mutation in
p53may have a role in the evolution of tumours
in the oesophagus.7
Less is known about stresses other than acid
reflux, including heat, ethanol, carcinogens,
and physical injury, which potentially damage
normal oesophageal epithelium. Presumably,
oesophageal epithelial cells have evolved eVec-
tive molecular mechanisms with which to pro-
tect and repair cells injured by exposure to
environmental damaging agents. For example,
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in animal models, the chemoprotective eVects
of dietary anticarcinogens in the oesophagus
may occur by enhancement of the glutathione
S-transferase detoxification system.8 Never-
theless, the biochemical response of normal
oesophageal epithelium to common types of
stress has not been investigated. In contrast,
general mechanisms whereby unicellular or-
ganisms and tissue culture cells respond to
stress have been well studied in the past three
decades.
Exposure of proliferating cells to a wide
range of damaging agents induces a set of
regulatory proteins including kinases/
phosphatases, transcription factors, drug me-
tabolising enzymes, cell cycle regulatory pro-
teins, and a highly conserved family of
protective or repair polypeptides called heat
shock proteins (Hsp). The heat shock proteins
are one of the most evolutionarily conserved
family of proteins known and include those of
molecular weights 25, 40, 60, 70, 90, and
110 kDa.9 These polypeptides are involved in
regulation of protein conformation and in par-
ticular can modulate protein folding, refolding,
or unfolding during normal metabolism and
following cellular stresses that typically damage
proteins.10 Notably, overexpression of indi-
vidual members of this stress protein family
can confer survival to cells after a normally
lethal level of exposure to a toxin or
chemical.11 12 It is also important to point out
that the heat shock proteins are also induced by
agents other than heat, such as ethanol, heavy
metals, mutagens, and non-ionising radiation.
These data highlight an important role for the
heat shock protein family in protection of cells
from damage or repair of injured cells and their
potential therapeutic role.13
The biochemical mechanisms whereby cells
respond to heat shock or environmental stress
in general are beginning to be unravelled. In
most cells studied to date, two specific events
can be detected following heat shock. One is
the inhibition of general protein synthesis and
the second is the specific synthesis of a major
heat shock protein, usually Hsp70.10 In theory,
as the human oesophageal epithelium is
exposed to damaging agents, these cells
provide a good model system for studying: (1)
fundamental signal transduction events regu-
lating stress protein responses; (2) the types of
adaptive responses which protect cells from
injury following exposure to chemicals or ther-
mal stress; and (3) biochemical mechanisms
contributing to metaplasia and cancer. How-
ever, it is not certain that biochemical studies
are possible on small biopsy samples nor is it
certain that biopsied tissue remains unstressed
ex vivo. Cellular injury ex vivo would compli-
cate analysis of normal stress responses and
preclude the use of human oesophageal epithe-
lium as a model system. We describe a system
which defines the basic stress protein responses
in human oesophageal epithelium, with par-
ticular reference to whether ex vivo analysis of
stress protein responses are actually possible
using pinch biopsy specimens comprised pri-
marily of squamous epithelial cells, and if so,
whether: (i) general protein synthesis is af-
fected by heat shock; (ii) induction of the clas-
sic heat shock protein Hsp70 occurs; and (iii)
the types of proteins synthesised after heat
shock are typical of previously studied cell
types.
Methods
PATIENTS
Oesophageal biopsy specimens from endo-
scopically and histologically normal tissue were
obtained from the middle third of the oesopha-
gus with informed consent from patients
attending an endoscopy clinic for upper
gastrointestinal diseases. Human oesophageal
epithelium derived from biopsy specimens has
been previously characterised in vitro.14 The
tissue is composed primarily of squamous epi-
thelial cells (95%) and other cell types, mostly
mesenchymal, but also Langerhans cells, T
lymphocytes, and small round cells.15 Morpho-
logical integrity is maintained in vitro up to 24
hours after harvesting into organ culture media
and endocytosis of fluorescent microspheres
remains intact for up to six hours in vitro.16 We
analysed samples from 27 patients (13 men
and 14 women; age range 26–59 years). The
study was approved by the Tayside Medical
Ethical Committee.
HEAT TREATMENT OF SAMPLES
Biopsy specimens were collected in HAMS-
F10 media (Gibco-BRL, Paisley, UK)
prechilled to 0°C. Within two hours of biopsy,
individual samples were transferred to a small
plastic polyethylene dish containing 200 µl
HAMS-F10 media preincubated in a 37°C
incubator with 5% CO2 and then immediately
incubated in 200 µl HAMS-F10 media for 20
minutes at either 37, 45, or 55°C. Then, sam-
ples were incubated in 200 µl HAMS-F10
media at 37°C for various times and were
either immediately frozen in liquid nitrogen or
pulse labelled with radiolabelled methionine as
described later. Some biopsy samples were
transferred straight from the biopsy forceps
into liquid nitrogen.
CHEMICAL TREATMENT OF SAMPLES
Biopsy specimens were prepared as described
for heat treatment, but were exposed to acidic
media (pH 3.65), ethanol (4% w/v), or sodium
arsenite (500 µM).
LYSIS OF BIOPSY SAMPLES
Lysis buVer (containing 1% NP-40, 25 mM
HEPES (pH 7.6), 5 mM DTT, 0.4 M KCl,
5 mM EDTA, 2 µg/ml Perfabloc, 20 µg/ml leu-
peptin, 1 µg/ml aprotinin, 2 µg/ml pepstatin,
10 µg/ml trypsin inhibitor, and 1 mM benza-
midine) was added to frozen samples, which
were lysed by homogenisation using a hand-
held pestle. Following incubations at 0°C for
20 minutes, the suspension was centrifuged at
14 000 rpm (0°C) for 10 minutes in a
microcentrifuge. The soluble supernatant was
recovered and protein concentration was deter-
mined by Bradford’s method.17
RADIOLABELLING OF PROTEIN IN BIOPSY SAMPLES
After biopsied samples were prepared and
incubated as described above, the cells were
Stress protein response in oesophageal epithelium 157
labelled by replacing HAMS-F10 media with
labelling media (methionine+cysteine-free
DMEM (media from ICN), containing 10%
dialysed fetal calf serum, 2 mM glutamine, and
100 µC/ml 35S-methionine) and incubating for
an additional 45 minutes at 37°C. Samples
were frozen in liquid nitrogen and stored at
−70°C prior to lysis. It was important to label
the cells in vitro with radioactive methionine
for very short time periods (less than 60
minutes), as prolonged incubations using
radioactive amino acids have been recently
shown to induce a radiation damage response
pathway.18
DENATURING GEL ELECTROPHORESIS AND
FLUOROGRAPHY
Indicated amounts of epithelial lysates were
electrophoresed on SDS-denaturing polyacry-
lamide gels (10% or 12% polyacrylamide).
Steady state concentrations of protein were
analysed by staining gels with Coomassie blue.
Protein synthesis was analysed in radiolabelled
cells by impregnating the polyacrylamide gels
with Amplify (Amersham) after electrophoresis
and exposing the dried gel to x ray film for
seven to 21 days at −70°C.
IMMUNOCHEMICAL METHODS
To detect Hsp70 protein and related isoforms
using western blotting techniques, 10 µg total
cell lysate was applied to a polyacrylamide gel,
bound protein was transferred to nitrocellulose
(Amersham), and immunoreactive protein was
detected using a monoclonal antibody to
Hsp70 protein (SPA-710, Stratagene) or using
a novel monoclonal antibody obtained by
standard fusion from mice immunised with
Hsp70 protein. This new monoclonal antibody
(MB-H1) cross-reacts with Hsc70 and related
isoforms (see fig 6) and can be obtained from
Biovation (Aberdeen, Scotland).
Results
RAPID PERTURBATION IN THE STEADY STATE
CONCENTRATIONS OF A MAJOR POLYPEPTIDE IN
HUMAN OESOPHAGEAL EPITHELIUM EX VIVO
As stress protein responses can be activated by
distinct types of environmental perturbations,
it was first important to define whether ex vivo
organ culture would impose an undue stress on
the epithelial cells, thus precluding biochemical
analysis of the heat shock response. Although
no morphological changes were observed after
organ culture ex vivo, this does not reflect
whether molecular stress response pathways
are activated. The assay used to analyse
biochemical integrity relied on examination of
the pattern of steady state protein concentra-
tions by visualisation of polypeptides derived
from lysates of a single pinch biopsy specimen
(quickly frozen or collected into media) using
denaturing polyacrylamide gel electrophoresis.
It is of interest to note that approximately
100 µg soluble protein can be extracted from a
single pinch biopsy sample (data not shown).
This provides material for at least 10 biochemi-
cal experiments and establishes the feasibility
of studying enzymatic processes using human
oesophageal epithelium.
Biopsied material derived from normal
tissue and quickly frozen in liquid nitrogen
exhibits the steady state pattern of protein con-
centrations shown in fig 1 (lane 1). Collection
of the tissue onto ice for subsequent study ex
vivo results in a prominent reduction in
concentrations of one major polypeptide,
called Protein a (molecular weight of 70 kDa,
indicated by arrow). In addition, incubation of
the tissue samples for 20 minutes at tempera-
tures from 37 to 55°C in a media bath also
results in a more pronounced reduction in the
concentrations of Protein a. These results indi-
cate that, although an (at present) undefined
stress is imposed upon this tissue ex vivo, dra-
matic changes in protein biosynthesis are not
evident. With these variables defined we exam-
ined the eVects of in vitro heat shock on the
stress protein response in oesophageal epithe-
lium.
TWO PREDOMINANT POLYPEPTIDES ARE
SYNTHESISED AFTER EX VIVO HEAT SHOCK IN THE
OESOPHAGEAL EPITHELIUM
The following approach involved examination
of changes in the rates of protein synthesis
without or after a 20 minute heat shock in
order to determine the type of heat shock
response operating in the oesophageal epithe-
lium. Oesophageal biopsy samples were ex-
posed to temperatures of 37, 45, or 55°C for 20
minutes, followed by a recovery phase at 37°C
for four hours. At this time point, the pattern of
protein synthesis was analysed by pulse label-
ling the tissue with 35S-methionine for 45 min-
utes and processing soluble protein lysates
using denaturing polyacrylamide gel electro-
phoresis and fluorography.
In the absence of heat shock, a reproducible
pattern of protein synthesis is observed
amongst three representative patients (fig 2;
lanes 1, 4, and 7). Following exposure of the
Figure 1: Ex vivo steady state protein concentrations
derived from tissue biopsy samples. Soluble protein (10 µg)
derived from tissue lysates was applied to a 10%
SDS-polyacrylamide gel and total protein was detected by
staining with Commassie blue. Before lysis, the tissue
samples were treated as follows: lane 1, immediately frozen;
lane 2, incubated in media at 0°C before freezing; lanes
3–5, transfered from 0°C to media at 37°C and then
immediately incubated for 20 minutes at either 37°C (lane
3), 45°C (lane 4), or 55°C (lane 5). Then, samples were
incubated at 37°C for four hours and were immediately
frozen in liquid nitrogen. The arrow shows the migration of
a predominant polypeptide whose concentrations were
dramatically reduced ex vivo.
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epithelium to elevated temperatures, there is a
progressive inhibition of the “normal” pattern
of protein biosynthesis (lanes 2, 5, and 8) with
a concomitant increase in the relative synthesis
of two major polypeptides after exposure to the
most severe heat shock (lanes 3, 6, and 9; see
arrows). The inhibition of general protein bio-
synthesis with the corresponding increase in
synthesis of specific polypeptides is characteris-
tic of a cellular response to stressful levels of
heat.
LIMITATIONS ON THE USE OF EPITHELIAL CELLS
FOR STRESS RESPONSE STUDIES EX VIVO
The experiments above examined stress pro-
tein responses within four hours after culturing
the epithelium. The pattern of protein synthe-
sis in unstressed cells was next examined after
prolonged incubation in organ culture media to
determine: (i) whether cells eventually induce a
stress protein response ex vivo in the absence of
overt injury, and (ii) if so, whether the proteins
induced are similar to or diVerent from the
polypeptides synthesised after heat shock.
A time course of inhibition of general protein
biosynthesis and simultaneous increase in syn-
thesis of heat shock proteins is shown in fig 3.
Ranging from 30 minutes (data not shown) to
22 hours after a 20 minute heat shock at 55°C
(fig 3; lane 5 v lane 6), the two major proteins
being synthesised are those of molecular weight
of 60 and 70 kDa, indicating that the epithelial
cells respond very rapidly and for prolonged
periods of time to a relatively short heat shock.
Although the 70 kDa protein is absent in
non-heated samples four hours after sample
processing (fig 3; lanes 1 and 3), this protein is
synthesised in unheated samples 22 hours after
processing ex vivo (fig 3, lane 5). In addition,
these cells are beginning to shut down general
protein synthesis to a large extent. These
results indicate that although heat stress is
required to induce the synthesis of the 70 kDa
protein rapidly, an undefined biochemical
stress operates on the unheated epithelial cells
many hours after sample collection. These lat-
ter results highlight the fact that the epithelial
cells eventually induce stress protein responses
ex vivo and that fairly rapid analysis is required
following tissue biopsy to maintain cells in a
relatively unperturbed state. It is also interest-
ing to note that the stress proteins being
synthesised after 22 hours in unheated samples
seem to be similar to those induced after heat
shock, suggesting that distinct signalling path-
ways can induce similar stress proteins.
HSP70 PROTEIN CONCENTRATIONS DECREASE
AFTER HEAT SHOCK IN HUMAN OESOPHAGEAL
EPITHELIUM
Studies were subsequently initiated in order to
acquire information as to the nature of the two
heat induced polypeptides in human oesopha-
geal epithelium. Given that one of the major
heat induced proteins in many cell types is the
heat inducible form of the stress 70 family of
proteins (Hsp70), changes in the concentra-
tions of Hsp70 protein were examined in solu-
ble lysates derived from human oesophageal
epithelium using a monoclonal antibody which
is specific for this heat inducible Hsp70
isoform (fig 4).
Similar basal concentrations of Hsp70 pro-
tein can be detected in three diVerent samples
four hours or 22 hours after sample collection
(fig 4, lanes 4, 6, and 8, respectively). Interest-
ingly, four or 22 hours after heat shock at 55°C,
during which oesophageal epithelial cells ex-
hibit the synthesis of two major proteins
depicted in fig 3, there is a substantial decrease
in the concentrations of soluble Hsp70 protein
(fig 4, lanes 3, 5, and 7). This atypical response
to thermal stress suggests that either (i) Hsp70
protein is not being synthesised after heat
shock; or (ii) Hsp70 protein is being synthe-
sised but is preferentially degraded after heat
shock; or (iii) Hsp70 protein is being synthe-
sised after heat shock but enters into an insolu-
ble pool. Future work will tackle the mech-
anism underlying this atypical phenomenon.
As a control establishing the integrity of our
reagents and to show a typical biochemical
response to heat shock in mammals, an
Figure 2: Protein synthesis in tissue biopsy samples after
an in vitro heat shock at diVerent temperatures. Samples
from three representative patients (samples 1–3) were
incubated for 20 minutes at 37°C (lanes 1, 4, and 7), 45°C
(lanes 2, 5, and 8), or 55°C (lanes 3, 6, and 9), and then
after four hours of equilibration at 37°C, the samples were
incubated in fresh media containing 35S-methionine for an
additional 45 minutes at 37°C.Radiolabelled protein
derived from cell lysates was visualised using
SDS-polyacrylamide gel electrophoresis and fluorography.
The arrows show the migration of the two major
polypeptides synthesised after heat shock.
Figure 3: Prolonged incubation of tissue biopsy specimens
induces a stress protein response in the absence of heat
shock. Samples from three representative patients (samples
1–3) were incubated for 20 minutes at 37°C (lanes 1, 3,
and 5) or 55°C (lanes 2, 4, and 6), and then after four
hours (lanes 1–4) or 22 hours (lanes 5 and 6) of
equilibration at 37°C, the samples were incubated in fresh
media containing 35S-methionine for an additional 45
minutes at 37°C.Radiolabelled protein derived from cell
lysates was visualised using SDS-polyacrylamide gel
electrophoresis and fluorography. The arrows show the
migration of the two major polypeptides synthesised after
heat shock.
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increase in concentrations of Hsp70 protein
can be observed in rat lung following whole
body hyperthermia (fig 4; lane 1 v lane 2 (and
many other tissues, Vojtesek and Hupp, manu-
script in preparation)), indicating that our rea-
gents can be used to detect Hsp70 protein
accumulation after heat shock in another
mammalian system.
We finally investigated the concentrations of
Hsp70 protein in samples which had been sub-
jected to progressively elevated levels of heat
shock (fig 5). With increasing temperature
from 37 (lane 3) to 45 (lane 2), to 55°C (lane
1), there is a dose dependent decrease in the
conentrations of Hsp70 protein, indicating that
the decrease in Hsp70 protein concentrations
correlates with the degree of thermal stress.
HSC70 PROTEIN DOES NOT ACCUMULATE AFTER
HEAT SHOCK IN HUMAN OESOPHAGEAL
EPITHELIUM
Although soluble Hsp70 protein concentra-
tions do not increase following heat shock,
there are at least six putative isoforms of the
stress 70 family of proteins (including the con-
stitutively induced family member, Hsc709)
that may be regulated in a cell type specific
manner. As such, we generated a monoclonal
antibody to human Hsp70 protein using
standard methods19 that could cross-react with
a broad range of stress 70 family members from
diVerent cell types in order to examine
oesophageal epithelium for alterations in gen-
eral stress 70 protein concentrations before and
after heat shock.
One of our new monoclonal antibodies
(MB-H1) could detect purified human Hsp70
protein (fig 6, lane 5), purified human Hsc70
(fig 6, lane 6), Hsc70, and Hsp70 protein
derived from four diVerent human tumour cell
lines (fig 6, lanes 1–4), and twoHsp70 isoforms
derived from rat testes20 (data not shown).
Thus, this antibody seems to be a good reagent
with which to examine concentrations of
general stress 70 family members.
Using the same sample material as in fig 4,
there are no pronounced increases in the con-
centrations of Hsc70 isoforms using mono-
clonal antibody MB-H1 (fig 7). These results
indicate that, although two major proteins in
the molecular weight range of 60 and 70 kDa
are preferentially synthesised after heat shock,
they do not correlate with increases in steady
state concentrations of Hsp70 or stress 70 pro-
tein isoforms.
EFFECTS OF ACID, ETHANOL, AND ARSENITE
STRESS ON THE HEAT SHOCK PROTEIN RESPONSE
Having designed two distinct assays for exam-
ining the heat shock protein response in
oesophageal epithelium, we examined the
eVects of perturbations other than heat shock
on protein synthesis and Hsp70 protein
concentrations. A relatively short exposure of
epithelial cells to ethanol (4%) or low pH (pH
3.65) conditions did not alter general protein
synthesis (fig 8, left panel, lanes 1–3) or Hsp70
protein concentrations (fig 8, right panel, lanes
1–3).
As arsenite has also been reported to aVect
cellular metabolism in a manner similar to
hyperthermia, the eVects of arsenite incubation
on stress protein synthesis were also examined.
As observed with heat shock, arsenite
(500 µM) inhibited general protein synthesis
with the predominant synthesis of the 68 kDa
polypeptide (data not shown). In summary,
two stresses can mimic thermal stress; (1)
arsenite, and (2) prolonged organ culture (fig
3, lane 5). These results suggest that the novel
heat shock proteins may be controlled by
diVerent signalling pathways that recruit the
same eVector polypeptides.
Discussion
THE HEAT SHOCK RESPONSE IN HUMAN
OESOPHAGEAL EPITHELIUM
One of two biochemical events that typically
follow exposure of cells to severe forms of heat
shock is the inhibition of general protein
synthesis.9 As observed in many other cell
types, exposure of oesophageal epithelium to
increasing levels of heat stress gives rise to
increasing inhibition of general protein synthe-
sis (fig 2). Such studies are possible only due to
the fact that biopsied oesophageal epithelium is
not unduly stressed ex vivo early after sample
collection. However, prolonged studies are not
feasible ex vivo as 22 hours after sample collec-
tion, unheated oesophageal epithelium induces
the synthesis of the two new heat shock
proteins with concomitant inhibition of general
protein synthesis (fig 3). These data also show
that non-heat shock signalling pathways can
induce these two novel heat shock proteins,
suggesting that oesophageal epithelial cells may
harbour the machinery to respond to diverse
stimuli by inducing the same sets of stress pro-
teins.
The biochemical mechanisms whereby heat
injury to a cell modulates the activity of the
translational machinery are not yet clear. One
likely mediator, however, is the ribosome
Figure 4: Hsp70 protein concentrations decline after heat shock. Biopsy samples from
three representative patients (samples 1–3) were incubated for 20 minutes at 37°C (lanes 4,
6, and 8) or 55°C (lanes 3, 5, and 7), and then after four hours (lanes 3–6) or 22 hours
(lanes 7 and 8) of equilibration at 37°C, the samples were incubated in fresh media
containing 35S-methionine for an additional 45 minutes at 37°C.Hsp70 protein derived
from soluble cell lysates (10 µg) was visualised using SDS-polyacrylamide gel
electrophoresis and immunoblotting with a monoclonal antibody specific for Hsp70 protein.
As a control, the concentrations of Hsp70 protein were measured in soluble lysates from
normal (10 µg; lane 1) or heat shocked lung (lane 2; one hour after a mild hyperthermic
induction in male Wistar rats). The arrows show the migration of Hsp70 protein.
Figure 5: Progressive
decrease in Hsp70 protein
concentrations with
increasing thermal stress.
Tissue biopsy samples were
treated as follows: the cells
were transfered from 0°C to
media at 37°C and then
incubated for 20 minutes at
either 37°C (lane 3), 45°C
(lane 2), or 55°C (lane 1).
Then, samples were
incubated at 37°C for four
hours and were frozen in
liquid nitrogen. Soluble
protein (10 µg) derived
from tissue lysates was
applied to a 10%
SDS-polyacrylamide gel
and Hsp70 protein
concentrations were
quantified using
SDS-polyacrylamide gel
electrophoresis and
immunoblotting with a
monoclonal antibody
specific for Hsp70 protein.
The arrow shows the
migration of Hsp70 protein.
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translation factor, eIF-2. Signal transduction
mechanisms also seem to play a part in
regulating the activity of eIF-2 as inhibition of
protein synthesis upon exposure of cells to heat
shock correlates with the phosphorylation and
inactivation of eIF-2 alpha function,21 indicat-
ing the importance of phosphorylation in the
control and regulation of protein synthesis in
response to heat shock. However, mutation of
the major eIF-2 phosphorylation site to alanine
results in only a partial alleviation of heat
induced inhibition of protein synthesis, sug-
gesting that another factor(s) is involved in
modulating inhibition of protein synthesis.22
Inhibition of protein synthesis following heat
stress in the oesophageal epithelium may not
be surprising per se. However, given that prior
exposure to thermal stress can protect many
cell types from subsequently damaging levels of
heat, and that diets of many patients involve the
routine intake of hot drink and food, it was
thought possible that heat shock in vitro might
not eVect the metabolism of oesophageal
epithelium. For example, in a laboratory trial,
the average temperature of ingested liquids is
from 55 to 65°C.23 In our studies, a heat stress
from 45 to 55°C does lead to inhibition of pro-
tein synthesis in the normal epithelium of every
patient examined, suggesting that oesophageal
epithelium does not exhibit an unusual resist-
ance to heat shock in vitro.Nevertheless, we are
also attempting to identify the major polypep-
tide, Protein a, whose concentrations decrease
dramatically ex vivo after biopsy (fig 1).
Preliminary evidence indicates that changes in
steady state concentrations of this polypeptide
may vary among patients, suggesting that it
may be a reliable biochemical marker of stress.
The second of two molecular responses of
cells after exposure to severe heat shock is the
increased synthesis of a set of proteins, termed
stress or heat shock proteins. The major
polypeptide usually synthesised corresponds to
Hsp70 protein. Although most studies have
been done using unicellular organisms, insects,
or mammalian tissue culture systems, there
have also been a few key studies performed on
the eVects of heat shock on Hsp70 protein bio-
synthesis in some tissues. Analysis of the heat
shock response in rat cardiac muscle has clearly
shown that the inhibition of general protein
synthesis occurs with selective increases in the
rates of synthesis of one major protein of
molecular weight 70 kDa.24 Exercise can also
lead to induction of stress proteins in vivo.25 In
addition, in vitro heat shock of tissue biopsy
specimens derived from human tumours leads
to the increased synthesis of Hsp70 protein.26
In contrast to these studies, we have shown that
Hsp70 protein concentrations decrease in nor-
mal oesophageal epithelium after heat shock,
suggesting that this cell type may have an unu-
sual heat shock response. A similar decrease in
concentrations of Hsp70 protein following in
vitro heat shock of a prolactin dependent pre-T
cell line27 provides one of the few other
examples in which Hsp70 protein concentra-
tions actually decrease after thermal stress.
The mechanisms whereby Hsp70 protein
concentrations decrease after heat shock are
not clear at present. It is interesting to note that
concentrations of Hsp70 protein decrease
without increases in Hsp70 protein synthesis
(fig 4). This is specific for Hsp70 protein, as
Hsc70 protein concentrations do not change
after heat shock. Thus, one mechanism ac-
counting for decreases in Hsp70 protein
concentrations seems to be through selective
degradation of Hsp70 protein after heat shock
in this cell type.
Figure 6: Characterisation
of a novel monoclonal
antibody to Hsp70 protein
isoforms. Protein
immunoblots using a novel
monoclonal antibody
generated to Hsp70 protein
(MB-H1) were performed
with purified Hsp70 (lane
5), purified Hsc70 (lane 6)
and the Hsp70/Hsc70
isoforms in four distinct
tumour cell lines (lanes 1–4;
BT549 (breast cancer);
HS913T (fibrosarcoma);
SK-UT-1
(leiomyosarcoma); and
MCF7 (breast cancer),
respectively).
Figure 7: Hsc70 protein concentrations remain constant after heat shock. Biopsy samples
from three representative patients (samples 1–3) were incubated for 20 minutes at 37°C
(lanes 4, 6, and 8) or 55°C (lanes 3, 5, and 7), then after four hours (lanes 3–6) or 22
hours (lanes 7 and 8) of equilibration at 37°C, the samples were incubated in fresh media
containing 35S-methionine for an additional 45 minutes at 37°C.Hsc70 protein and related
isoforms derived from soluble cell lysates were visualised using SDS-polyacrylamide gel
electrophoresis and immunoblotting with monoclonal antibody MB-H1. As a control, the
concentrations of Hsp70 protein were determined in soluble lysates from normal (10 µg;
lane 1) or heat shocked lung (lane 2; one hour after a mild hyperthermic induction in male
Wistar rats). The arrows show the migration of Hsc70 protein and isoforms.
Figure 8: The eVects of ethanol and acid exposure on the
heat shock protein response. Biopsy samples were incubated
for 20 minutes at 37°C in normal media (lane 3), low pH
media (lane 2), or 4% ethanol (lane 1). After four hours of
equilibration at 37°C in fresh media, the samples were
incubated in media containing 35S-methionine for an
additional 45 minutes at 37°C. Left panel: radiolabelled
protein derived from cell lysates was visualised using
SDS-polyacrylamide gel electrophoresis and fluorography.
Right panel: Hsp70 protein derived from cell lysates was
visualised using SDS-polyacrylamide gel electrophoresis
and immunoblotting with a monoclonal antibody specific
for Hsp70. The arrow shows the migration of Hsp70
protein.
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Other mechanisms may account for the
inability to induce Hsp70 protein biosynthesis
after stress. Normally after a cellular heat
shock, activation of the heat shock transcrip-
tion factor (HSF) leads to increases in expres-
sion of the hsp70 gene, which is coupled to
increases in rates of translation of the hsp70
messenger RNA, and leads to an increase in
soluble forms of Hsp70 protein. Cellular
systems do exist in which Hsp70 protein
synthesis is uncoupled from HSF function. For
example, Hsp70 protein induction during
aging in flight muscle and leg muscle is not
dependent upon gene transcription, but on
post-transcriptional mechanisms.28 In addition,
heat shock of Y79 retinoblastoma cells does
not lead to increases in hsp70 gene expression,
despite activation of HSF and hsp90 gene
transcription.29 These results indicate uncou-
pling of stress induced activation of hsp70 and
hsp90 genes, which are typically coordinately
regulated in response to stress. Similarly, ERK1
kinase activation in NIH3T3 cells can result in
delayed HSF activation and decreased Hsp70
protein synthesis,30 suggesting that kinases can
act as negative regulators of the heat shock
response. Based on these latter published prec-
edents and our data, decreases in concentra-
tions of Hsp70 protein in the oesophageal epi-
thelium could relate directly to Hsp70 protein
degradation, increased entry into insoluble
pools, decreases in activation of HSF, decreases
in hsp70 gene expression, decreases in transla-
tion, or increases in kinase signalling pathway
activation. Clearly, the stress responses are
proving to be cell type dependent,31 underscor-
ing the necessity of using organ culture to aid in
the understanding of physiological responses to
damage.
CLINICAL RELEVANCE OF THE HEAT SHOCK
RESPONSE IN HUMANS
Although heat shock proteins have been classi-
cally discovered as being induced by a thermal
stress, they can be induced by a wide range of
damaging agents other than heat. In addition,
their abnormally elevated levels in humans are
thought to reflect tissue injury, damage, or a
diseased state. The therapeutic eVects of heat
shock on organ function have been reported in
mammals. Heat shock protein induction has
been reported to improve myocardial recovery
after ischaemic injury.32 Similar regulatory
responses operate in kidney, where heat shock
by perfusion can protect the organ against
warm ischaemic injury.33 34
There have been a few reports of thermal
stress35 and heat shock protein or stress protein
expression in the gastrointestinal tract. Hsp70
protein expression has been recorded in
ischaemic bowel in relation to regenerative epi-
thelial and smooth muscle cells.36 Hsp60
protein induction has been demonstrated in a
number of liver diseases, such as primary
biliary cirrhosis and primary sclerosing cholan-
gitis, whereas others are found in secondary,
biliary obstruction and alcohol induced
injury.37 Whether the expression of these heat
shock proteins is a response to or a component
of the disease is not clear at present, and their
role in a number of diseases has been discussed
including ischaemia, autoimmune diseases,
and malignancy.9 Gastric mucosal cells in cul-
ture are protected against damage by ethanol if
they are given a prior heat shock38 or treatment
with Geranylgeranylacetone.39 This transfer-
ence of protection is similar to that in skin,
where heat shock protects against ultraviolet B
injury.11 Currently, we are also trying to identify
the combined and individual eVects of bile or
acid on stress protein responses and the
protective eVects of these stress proteins on
protection from bile or acid induced cellular
injury.
In conclusion, an atypical HSP response is
induced in the human oesophageal epithelium
after thermal stress. AlthoughHsp70 protein or
related isoform concentrations do not increase
in soluble tissue lysates after heat shock,
oesophageal epithelial cells do exhibit the syn-
thesis of two predominant polypeptides that
are at present unidentified. Using antibodies to
Hsp25, Hsp60, and Hsp90, we have found no
evidence that the 60 and 70 kDa proteins com-
prise these latter family members (data not
shown). Future biochemical studies will be
required to purify the heat shock proteins syn-
thesised in oesophageal epithelium after heat
shock and generate reagents to study their
expression in distinct cell types to determine
whether their expression is unique or common
to general stress responses. For example, we
already know (fig 3, lane 5) that prolonged cul-
ture is suYcient to induce the 70 kDa protein,
suggesting that these cell types have evolved the
ability to recruit these stress proteins in
response to distinct types of damage. In
addition, it remains to be seen whether induced
heat shock proteins in oesophageal mucosa will
protect against other mechanisms of damage,
such as acid and carcinogens, or whether other
forms of stress give protection against heat
damage. Heat shock proteins not only protect
normal cells from injury, but they can block the
eVects of anticancer drugs or the induction of
apoptosis in tumour cells,12 while they may also
regulate apoptosis during normal cell physiol-
ogy in a tissue specific manner.20 As such,
understanding the biochemical basis for the
multistep nature of inflammation and cancer
development in the human oesophagus will
involve studying the expression of stress
proteins and the protection they provide
normal and diseased cells from injury.
We thank our colleagues in the GI Research Laboratories for
enthusiastic support and discussion during the course of these
studies. This project was funded in part by a grant from the EU
and Tenovus-Scotland. TH is supported by a grant from the
Medical Research Council. SM is the recipient of the Daniels
Summer Fellowship for Medical Research. BV is supported by
an Internal Grant of the Czech Ministry of Health (No.
3477-3), the Grant Agency of the Academy of Science, Czech
Republic (A5207601), and the Grant Agency of the Czech
Republic (No.312/96/0355).
1 Spechler SJ, Goyl RK. The columnar-lined esophagus,
intestinal metaplasia, and Norman Barrett.Gastroenterology
1996; 110: 614–21.
2 Tobey NA, Orlando RC. Mechanisms of acid injury to rab-
bit esophageal epithelium. Gastroenterology 1991; 101:
1220–8.
3 Tobey NA, Reddy SP, Keku TO, Cragoe EJ, Orlando RC.
Studies of pH in rabbit esophageal basal and squamous
epithelial cells in culture. Gastroenterology 1992; 103:
830–9.
162 Hopwood,Moitra, Vojtesek, Johnston, Dillon,Hupp
4 Jaskiewicz K, Louw J, Anichkov N. Barrett’s oesophagus:
mucin composition, neuroendocrine cells, p53 protein, cel-
lular proliferation, and diVerentiation. Anticancer Res 1994;
14: 1907–12.
5 Seto Y, Kobori TI. Role of reflux oesophagitis and acid in
the development of columnar epithelium in the rat
oesophagus. Br J Surg 1993; 80: 467–70.
6 Ramel S, Reid BJ, Sanches CA, Blount PL, Levine DS,
Neshat K, et al. Evaluation of a p53 protein expression in
Barrett’s oesophagus by 2 parameter flow cytometry.
Gastroenterology 1996; 102: 1220–8.
7 Galipeau PC, Cowan DS, Sanchez CA, Barrett MT, Emond
MJ, Levine DS, et al. 17p(p53) allelic losses, 4N
(G2/tetraploid) populations, and progression to aneuploidy
in Barrett’s esophagus. Proc Natl Acad Sci USA 1996; 93:
7081–4.
8 NijhoV WA, Peters WH. Quantification of induction of rat
oesophageal, gastric, and pancreatic glutathione and
glutathione S-transferases by dietary anticarcinogens. Car-
cinogenesis 1994; 15: 1769–72.
9 Welch WJ. Mammalian stress response: cell physiology,
structure/function of stress proteins, and implications for
medicine and disease. Physiol Rev 1992; 72: 1063–80.
10 Hendrick JP, Hartl FU. Molecular chaperone functions of
heat-shock proteins. Annu Rev Biochem 1993; 63: 349–84.
11 Trautinger F, Kindas-Mugge I, Barlan B, Neuner P,
Knobler RM. 72 kD Heat shock protein is a mediator of
resistance to ultraviolet B light. J Invest Dermatol 1995; 105:
160–2.
12 Mehlen P, Schulze-OsthoV K, Arrigo AP. Small stress
proteins as novel regulators of apoptosis. J Biol Chem 1996;
271: 16510–4.
13 Minowada G, Welch WJ. Clinical implications of the stress
response. J Clin Invest 1995; 95: 3–12.
14 Stocks SC, Hopwood D, Sanders DSA, Kerr MA. The
expression of Lewis X on carcinoembryonic antigen (CEA)
related glycoproteins of normal and inflamed oesophageal
squamous mucosa.Glycosylation and Disease 1995; 1: 279–
86.
15 DeNardi FG, Riddell RH. Esophagus. In: Sternberg SS, ed.
Histology for pathologists. New York: Raven Press, 1992:
515–32.
16 Hopwood D, Spiers EM, Ross PE, Anderson JT, McCul-
lough JB, Murray FE. Endocytosis of fluorescent micro-
spheres by human oesophageal epithelial cells: comparison
between normal and inflamed tissue. Gut 1995; 37:
598–602.
17 McCarthy JL, Nations C. Activity of some dehydrogenase
enzymes in mitochondria from Physarum polycephalum.
Comp Biochem Physiol 1979; 63: 495–9.
18 Yeargin J, Haas M. Elevated levels of wild-type p53 induced
by radiolabeling of cells leads to apoptosis or sustained
growth arrest. Curr Biol 1995; 5: 423–31.
19 Harlow E, Lane DP. Antibodies: a laboratory manual. Cold
Spring Harbor: Cold Spring Harbor Laboratory Press,
1988.
20 Dix DJ, Allen JW, Collins BW, Mori C, Nakamura N,
Poorman-Allen P, et al. Targeted gene disruption of
Hsp70-2 results in failed meiosis, germ cell apoptosis, and
male infertility. Proc Natl Acad Sci USA 1996; 93: 3264–8.
21 Chou J, Chen JJ, Gross M, Roizman B. Association of a
(Mr) 90,000 phosphoprotein with protein kinase PKR in
cells exhibiting enhanced phosphorylation of translation
initiation factor eIF-2 alpha and premature shutoV of pro-
tein synthesis after infection with gamma 134.5-mutants of
herpes simplex virus 1. Proc Natl Acad Sci USA 1995; 92:
7081–4.
22 Murtha-Riel P, Davies MV, Scherer BJ, Choi SY, Hershey
JWB, Kaufman RJ. Expression of a phosphorylation-
resistant eukaryotic initiation factor 2 alpha-subunit
mitigates heat shock inhibition of protein synthesis. J Biol
Chem 1993; 268: 12946–51.
23 de Jong UW, Day NE, Mounier-Kuhn PL, Haguenauer JP.
The relationship between the ingestion of hot coVee and
intra oesophageal temperature. Gut 1972; 13: 24–30.
24 Currie RW, White FP. Trauma-induced protein in rat
tissues: A physiological role for a heat shock protein. Science
1981; 214: 72–3.
25 Locke M, Noble EG, Atkinson BG. Excersizing mammals
synthesize stress proteins.Am J Physiol 1990; 258: C723–9.
26 Marquez CM, Sneed PK, Li GC, Mak JY, Phillips TL.
HSP70 synthesis in clinical hyperthermia patients: prelimi-
nary results of a new technique. Int J Radiat Oncol Biol Phys
1994; 28: 425–30.
27 Blake MJ, Buckley AR, Zhang M, Buckley DJ, Lavoi KP. A
novel heat shock response in prolactin-dependent Nb2
node lymphoma cells. J Biol Chem 1995; 270: 29614–20.
28 Wheeler JC, Bieschke ET, Tower J. Muscle-specific expres-
sion of Drosophila hsp70 in response to aging and oxidative
stress. Proc Natl Acad Sci USA 1995; 92: 10408–12.
29 Mathur SK, Sistonen L, Brown IR, Murphy SP, Sarge KD,
Morimoto RI. Deficient induction of human hsp70 heat
shock gene transcription in Y79 retinoblastoma cells
despite activation of heat shock factor 1. Proc Natl Acad Sci
USA 1994; 91: 8695–9.
30 Mivechi NF, Giaccia AJ. Mitogen-activated protein kinase
acts as a negative regulator of the heat shock response in
NIH3T3 cells. Cancer Res 1995; 55: 5512–9.
31 Polla BS, Stubbe H, Kantengwa S, Maridonneau-Parini I,
Jacquier-Sarlin MR. DiVerential induction of stress pro-
teins and functional eVects of heat shock in human phago-
cytes. Inflammation 1995; 19: 363–78.
32 Karmazyn M, Mailer K, Currie RW. Acquisition and decay
of enhanced post-ischaemic ventricular recovery is associ-
ated with the heat shock response. Am J Physiol 1990; 259:
H424–31.
33 Chaston G, Perdrizet GA, Anderson C, Pleau M, Berman
M, Schweizer R. Heat shock protects rat kidneys against
warm ischaemic injury. Curr Surg 1990; 47: 420–2.
34 Perdrizet GA, HeVron TG, Buckingham FC, Salciunas PJ,
Gaber AO, Stuart FP, et al. Stress conditioning: A novel
approach to organ preservation. Curr Surg 1989; 46: 23–5.
35 Dooley CP, di Lorenzo C, Valenzuela JE. Esophageal func-
tion in humans: EVects of bolus consistency and tempera-
ture. Dig Dis Sci 1990; 35: 167–72.
36 Lu XP, Omar. RA, Chang WWL. Immunocytochemical
expression of the 70 kD heat shock protein in ischaemic
bowel disease. J Pathol 1996; 179: 409–13.
37 Martins EBG, Chapman RW, Marron K, Flemming KA.
Biliary expression of heat shock protein: a non-specific fea-
ture of chronic cholestatic liver disease. J Clin Pathol 1996;
49: 53–6.
38 Nakamura K, Rokutan K, Marui N, Aoike A, Kawai K.
Induction of heat shock proteins and their implication in
protection against ethanol induced damage in cultured
guinea pig gastric mucosal cells.Gastroenterology 1991; 101:
161–6.
39 HirakawaT,RokutanK,NikawaT,Kishi K.Geranylgeranyl-
acetone induces heat shock proteins in cultured guinea pig
gastric mucosal cells and rat gastric mucosa. Gastroenterol-
ogy 1996; 111: 345–57.
Stress protein response in oesophageal epithelium 163
